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Figure 2 

Primers used for PCR amplification of G250 VH and VL regions 
Anchor and anchor poly C primers: 

Anchor: 5'-GCA TGC GCG CGG CCG CGG AGG CC-3' 

Anchor poly C: 5'-GCA TGC GCG CGG CCG CGG AGG CC{C) 12 -3' 

Constant primers: 

VH-primers: 5'-CTC TAA GCT TGG CTC AAA CAC AGC 

GAC CTC GGA TAC AGT TGG TGC AGC-3' 

VL-primers: 5'-CTC TTC TAG AGA GTC TCT CAG CTG 

GTA GGA TAC AGT TGG TGC AGC-3' 
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Figure 3B 
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Figure 4 



Schematic figure of an antibody. Disulfide bonds detected by mass spectrometry after 
enzymatic digest in WX-G250 are labeled by ovals. 
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Figure 5 

Characterization of WX-G250 according to MALDI-PMF (Trypsin, LysC, AspN, 
GluC, and BrCN) in reflector and linear mod 

Light Chain: 

DIVMTQSQRF MSTTVGDRVS IT0KASQNW SAVAWYQQKP 



GQSPKLLIYS 


ASNRYTGVPD 


RFTGSGSGTD FTLTISNMQS 


EDLADFF©QQ 


YSNYPWTFGG 


GTKLEIKRTV AAPSVFIFPP 


SDEQLKSGTA SVVQLLNNFY PREAKVQWKV DNALQSGNSQ 


ESVTEQDSKD STYSLSSTLT LSKADYEKHK VYAgEVTHQG 


LSSPVTKSFN 


rgeQ 




Heaw Chain: 

DVKLVESGGG 


LVKLGGSLKL 


S0AASGFTFS NYYMSWVRQT 


PEKRLELVAA 


INSDGGITYY 


LDTVKGRFTI SRDNAKNTLY 


LQMSSLKSED T AL F Y^ARHR SGYFSMDYWG QGTSVTVSSA 
STKGPSVFPL APSSKSTSGG TAALGCLVKD YFPEPVTVSW 


NSGALTSGVH 


TFPAVLQSSG 


LYSLSSWTV PSSSLGTQTY 


ICNVNHKPSN 


TKVDKKVEPK 


SCDKTHlgPP CPAPELLGGP 


SVFLFPPKPK 


DTLMISRTPE 


VTCVWDVSH. EDPEVKFNWY 


VDGVEVHNAK 


TKPREEQYlllI 


gfYRWSVLTV LHQDWL5GKE 


YKCKVSNKAL 


PAPIEKTISK 


AKGQPREPQV YTLPPSRDEL 


TKNQVSLTCL 


VKGFYPSDIA 


VEWESNGQPE NNYKTTPPVL 


DSDGSFFLYS 


KLTVDKSRWQ 


QGNVFSCSVM HEALHNHYTQ 




KSLSLSPG© 



Reflector mode S Detected bridged cysteins (reflector mode) 

A^jti^i i„f^rr«^; rt r, ©Detected bridged cysteins (linear mode) 
Additional information cTcystein not determined as bridged cysteins 

from linear mode spectra <g) H eavy chain partially lacks C-termina! lysine 



Confirmed glycosylation site 



Confirmed deamidation sites 
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Light chain: 



DIVMTQSQRF MS TTVGDR VS ITC KASQNW SAVAWYQQKP GQSPKLLIYS 
ASNRYTGVPD R FTGSGSGTD FTLTISNMQS EDLADFFCQQ YSNYPWTFGG 
GTKLE I KRTV AAPSVFIFPP SDEQLKSGTA SWCLLNNFY PREAKVQWKV 



LSSPVTK SFN RGEC 
HeaW chain: 

DV KLVE5GGG LVKLGGSLK L SCAASGFTFS NYYMSWVRQT PEKRLELVAA 
INSDGGITYY LDTVKG RFT I SRDNAKNTLY LQMSSLK SED TALFYCARHR 
SGYFSMDYWG. QGTSVTVSSA ST KGPSVFPL APSSK STSGG TAALGCLVKD 
YFPEPVTVSW NSGALTSGVH TFPAVLQSSG LYSLSSWTV PSSSLGTQTY 
ICNVNHKPSN TKVDKKVEPK SCDKTHTCPP CPAPELLGGP SVFLFPPKPK 
DTLMI SRTPE VTCVWDVSH EDPEVKFNWY VDGVEVHNAK TKPREEQYNS 



TYR WSVLTV LHQDWLNGKE YKCK VSN KAL PAPIEK TISK AKGQPREPQV 
YTLPPSRDEL TKNQVS LTCL VKGFYPSD I A VEWESNGQPE NNYKTT P PVL 
DSDGSFFLYS KLTVDKSRWQ QGNVFSCSVM HEALHNHYTQ KSL5L5PGK 



DNALQSGNSQ ESVTEQDSKD STYSLSSTLT LSKADYEKHK 



VYACEVTHQG 



Figure 6: LC-MS and LC-MS/MS of tryptic digest of cG250 



